The intrinsic growth, substrate uptake, and product formation biokinetic parameters were obtained for the anaerobic bacterium, Clostridium ljungdahlii, grown on synthesis gas in various pressurized batch bioreactors. A dual-substrate growth kinetic model using Luong for CO and Monod for H 2 was used to describe the growth kinetics of the bacterium on these substrates. The maximum specific growth rate ( max = 0.195 h −1 ) and Monod constants for CO ( ,CO = 0.855 atm) and H 2 ( ,H 2 = 0.412 atm) were obtained. This model also accommodated the CO inhibitory effects on cell growth at high CO partial pressures, where no growth was apparent at high dissolved CO tensions ( * CO > 0.743 atm). The Volterra model, Andrews, and modified Gompertz were, respectively, adopted to describe the cell growth, substrate uptake rate, and product formation. The maximum specific CO uptake rate ( max = 34.364 mmol/g cell /h), CO inhibition constant ( = 0.601 atm), and maximum rate of ethanol ( max = 0.172 mmol/L/h at CO = 0.598 atm) and acetate ( max = 0.096 mmol/L/h at CO = 0.539 atm) production were determined from the applied models.
Introduction
The production of fuels and high value chemicals from synthesis gas has become an intriguing target, since the beginning of the 20th century. However, most of the developments and explorations in this area have been concentrated on the deployment of metal-based catalytic processes. Recently, attention has been turned towards the conversion of synthesis gas to biofuels and biochemicals through the microbial routes due to the advantages offered by microbes as biocatalysts over metal-based catalysts [1] . Fermentation of synthesis gas to produce second-generation biofuels would likely be an option to address part of the debates over production of fuels from food crops. Despite recent research and endeavors, fermentation of synthesis gas to biofuels is still a relatively immature technology to be demonstrated at a commercial scale and various technical and economical challenges should be obviated for its future commercial deployments [2] .
Clostridium ljungdahlii is a strictly anaerobic acetogen known for its ability to grow autotrophically on synthesis gas constituents and ferment them to ethanol and acetate [3] . The bacterium catalyzes a Fischer-Tropsch type reaction under a mild condition of pressure and temperature to produce fuel and chemical. The overall pathway reaction which forms acetate from CO as well as H 2 /CO 2 has been established for many acetogens [4] :
(1)
The stoichiometries for ethanol formation have not been determined due to the lack of autotrophic ethanologenic 2 The Scientific World Journal organisms. However, from a similarity point of view with respect to the reactions established for acetate formation, the following reactions have been proposed [4] :
In the above reactions, the reducing equivalents are served by CO and H 2 and the stoichiometric coefficients are identical for these reduced species [5] .
The aim of this study was to determine the intrinsic reaction and biokinetic parameters for C. ljungdahlii grown on CO and H 2 at various initial gas pressures. It is well understood that the microbial growth and product distribution of microorganism during gas fermentation can be significantly affected by the partial pressure of the gas components, as the enzyme involved in the metabolic pathway of the organism is sensitive to substrate exposure [6] . In most studies conducted so far, the composition of gas was selected in a way that only one component was the dominant substrate [4, 5, 7, 8] . In those cases, a single substrate growth model is utilized to determine the biokinetic parameters. Phillips et al. [5] grew C. ljungdahlii in batch cultures with H 2 /CO 2 or CO/CO 2 as the growth substrates to assess the influence of substrate on fermentation parameters used in process design. They concluded that CO provided a higher specific growth rate ( = 0.06 h −1 ), whereas H 2 brought about a higher specific uptake rate ( = 0.079 mol/g cell /h). Vega et al. [9] obtained the fermentation parameters of Peptostreptococcus productus on gaseous substrates (CO, H 2 /CO 2 ). Based on the achieved results it was deduced that only CO was consumed for the growth, whereas CO and CO 2 /H 2 were utilized for production of acetate. They used some kinetic models including substrate inhibition to determine the biokinetic parameters; the results were max = 0.21 h −1 and max = 144 mmol/g cell /h with CO inhibitory effects on cell growth ( CO > 60 kPa) and gas uptake ( CO > 80 kPa). In this work, the composition of synthesis gas was defined so that the partial pressures of CO, H 2 , and CO 2 were the same, which simulates the composition of synthesis gas obtained from the air-catalytic gasification [10] . In this case, the microbial growth is affected by more than a single substrate. In order to take into account such possibility, a dual-substrate growth model was used for C. ljungdahlii and the growth kinetic parameters were determined. Substrate inhibition effects in relation to the dissolved CO tension were discussed. Substrate uptake rate, mass transfer kinetics, and kinetics of product formation were also aspects of the discussion. 
Materials and Methods

Microorganism and Growth
Batch Fermentation Experiments.
The medium (excluding the reducing agent) was prepared, boiled, and dispensed anaerobically under nitrogen atmosphere into several Wheaton serum bottles (Borosilicate glass, Fischer Scientific, UK). Each serum bottle (163 mL) was filled with 50 mL of liquid medium. The reducing agent solution was prepared in separate serum bottle. All bottles were autoclaved at 121 ∘ C for 20 min. The cool sterilized medium in each serum bottle was reduced by the addition of 1.6 mL reducing agent (per 50 mL medium). The pH of the media was adjusted to 5.9 using 1 M HCl or NaOH; then the synthesis gas containing CO, CO 2 , H 2 , and Ar (30, 30, 30, and 10%, resp.) was purged into the bottles. Argon was used as internal standard to determine the total pressure changes inside the bottles and this inert gas did not interfere with the ability of the bacterium to produce ethanol and acetate. The bottles were then flushed with the substrate gas and pressurized to various initial pressures of 0.2, 0.5, 0.8, 1.0, 1.2, and 1.5 atm (gauge). The media were inoculated (10% v/v) with seed culture harvested from a fermenter (Infors, Switzerland), operating with a continuous flow of synthesis gas (the same composition as the substrate gas in bottles) and medium defined. The bottles were then placed horizontally in an incubator shaker at 37 ∘ C and 150 rpm. For determination of the gas composition, optical density and ethanol and acetate concentrations samples were taken periodically at appropriate intervals.
Cell Density and Product Analysis.
Optical density of the samples was analyzed using a spectrophotometer (Thermo Spectronic, USA) at 580 nm and the cell dry weight was determined using a predeveloped calibration curve. In order to calculate the substrate gas consumption, the gas phase was analyzed using a gas chromatograph (Perkin Elmer, Autosystem XL), equipped with a thermal conductivity detector (TCD) and a packed column, 15 ft × 1/8 in., 100/120 mesh, Carboxene 1000 (Supelco). Detection of ethanol and acetate was performed using another gas chromatograph (Agilent, 5890 series II), equipped with a flame ionization detector (FID). The chromatography column was 80/120 mesh Carbopack B-DA/4% Carbowax 20 M (Supelco, USA). The samples were previously acidified and 2-pentanone was used as internal standard.
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Results and Discussion
Kinetics of Microbial Growth.
In batch cultivation of C. ljungdahlii, the cells started the exponential growth without going through any lag phase. This was because of the use of metabolically active inocula, preadapted to the synthesis gas, which were harvested from an actively operating bioreactor. Almost all cultures, with various initial gas pressures, reached a maximum growth after which the culture density decreased.
To describe the growth profile of C. ljungdahlii on synthesis gas at various initial pressures, Volterra kinetic model was used. This model is able to predict both the birth and death phases of growth and considers them the only factors which change the cell population in a batch system [7, 11] :
where 0 is the initial cell concentration (g/L), expresses the maximum cell density (g/L), is the maximum specific growth rate (h −1 ), represents the fermentation period (h), and is the cell decline or promotion constant (h −1 ). Figure 1 shows the Volterra model applied to the experimental data. The model fitted to the experimental results with high regression coefficients ( 2 ) at all specified pressures. The kinetic parameters of this model are summarized in Table 1 .
The constant is associated with the inhibition or promotion of the cell growth. A negative value of implies that the cell growth is promoted, whereas a positive value is an indication of inhibition caused by toxic chemicals. A positive value of was achieved in all cases indicating that the bacterial cell growth declined after reaching a maximum cell concentration due to some inhibitory effects caused by CO. Generally, in biological processes, reactant products or contaminants can impose inhibitory effect on cell growth and/or product formation. In the case of synthesis gas fermentation, CO could be the most probable potential source of inhibition. CO 2 can also be another potential source of inhibition, as it affects the medium pH by the formation of carbonic acid or its carbonate derivatives [12] . However, in this experiment, no appreciable pH drop occurred in the cultures, implying that CO 2 did not cause inhibition. Increase of H 2 partial pressure in the gas phase or its accumulation in the fermentation medium can also impose inhibition on the fermentation process due to the alteration of carbon flow in the biological pathway of microorganism [13] . Nevertheless, the solubility of H 2 in liquid medium is much less than that of CO [14] ; thus, it was speculated that CO was the primary source of inhibition in the current experiment.
As observed in Figure 1 , the cell population declined, after reaching a maximum, without experiencing any stationary phase. It could be deduced that the cell population in the batch bioreactors was not enough to consume all the CO transferred to the liquid phase. This probably resulted in the buildup of liquid phase concentration of CO which eventually inhibited the cell growth and caused the cell death. Such inhibitory effect was more severe at high synthesis gas pressures. Although the higher concentration gradients increased the mass transfer rate, this promoted rate was somewhat higher than the rate of CO uptake which caused inhibition on growth rate.
According to Bailey and Ollis [15] , when microbial cell growth is limited by more than one substrate, three forms of multiple-substrate growth models need to be considered to describe the growth.
Interactive or multipleactive form is
Additive form is
Noninteractive form is
It was hypothesized that C. ljungdahlii was able to grow on either of the limiting substrates, hydrogen or carbon monoxide, based on reactions (1)-(4), and the microbial growth was not hindered in the absence of any of them. To prove this, a plot of cell concentration versus the consumption 4 The Scientific World Journal 
Kinetic model Equation
of both substrates (CO and H 2 ) was developed and a linear relationship was found indicating that both substrates were consumed for cell growth (data not shown) [9] . This implies that the growth kinetic followed the additive form (7), and (6) and (8) were not applicable in this case. In order to describe the microbial growth rate ( ) as a function of dual-substrate (CO, H 2 ) concentrations, various single substrate growth models (Table 2) , including substrate inhibition models, were combined as described by (7) .
Various combinations of several kinetic models (presented in Table 3 ) in additive form were used to develop the biokinetic expressions able to describe the growth behavior of C. ljungdahlii. The sum of squares of differences (SSD) between the experimentally measured specific growth rates and the calculated ones by the mathematical models was used as a predefined objective function:
Minimizing this objective function was required to calculate the biokinetic parameters from the experimental data [16] . To improve the accuracy of the double parametric model, random data sets, similar to the experimental data, within the range of dissolved CO and H 2 tensions and calculated specific growth rates, were generated using standard Excel RAND function. The generated data were used to evaluate the suitability of the developed kinetic models to predict the dual-substrate growth rate of C. ljungdahlii. Sigma Plot 11 was used to develop the combined kinetic models and to calculate the biokinetic parameters. Models that resulted in negative values extremely high or out of range biokinetic constants were rejected. The best dual-substrate growth model was selected among the different additive combinations of the models presented in Table 2 . The calculated biokinetic parameters and SSD values for each combined model are tabulated in Table 3 . The minimum SSD was found for an additive combination of Luong and Monod kinetics. This model was selected as the best kinetic model to describe the growth of C. ljungdahlii on CO and H 2 :
where max is the maximum specific growth rate (h −1 ), ,CO and ,H 2 are the Monod constant for CO and H 2 (atm), ,CO represents the maximum inhibitory concentration of CO at which no growth is apparent, and is the constant for Luong model which accounts for the relationship between and [17] . For the selected model, the biokinetic parameters were obtained as max = 0.195 h −1 , ,CO = 0.855 atm, ,H 2 = 0.412 atm, ,CO = 0.743 atm, and = 0.465. Figure 2 shows the specific growth rate as a function of the CO and H 2 dissolved tensions; the experimental data were fitted to (10).
Kinetics of Substrate Gas Utilization.
The anaerobic bacterium C. ljungdahlii is able to utilize CO through the WoodLjungdahl pathway, to produce acetate and ethanol based on (1) and (3). An alternative route involves the conversion of CO 2 and H 2 to ethanol and acetate through the same set of enzymes and transformation mechanism encompassed by the acetyl-CoA pathway according to (2) and (4). In the current study, H 2 consumption was higher than CO at all gas pressures. Such observation signifies that the bacteria consumed H 2 /CO 2 as the preferred substrate through the homoacetic pathway. The highest substrate conversion efficiency of 76% for H 2 and 67% for CO was achieved at the initial synthesis gas pressure of 1.0 atm.
To describe the substrate gas utilization by the bacterium, a first order reaction kinetic was used. The expression for CO The Scientific World Journal 5 consumption with respect to the fermentation time in the form of first order differential equation is as follows:
The expression for time dependent CO liquid phase concentration is obtained by integrating from the first order consumption rate which leads to: *
where * CO,0 and * CO are the initial and instantaneous dissolved CO tensions in the liquid phase (atm), is the first order rate constant (h −1 ), and is the fermentation time (h). Figure 3 describes the dissolved CO reduction in batch culture for various pressurized bioreactors. As observed, the first order reaction model was suitable to describe the kinetics of the CO utilization with high regression coefficient ( 2 > 0.94) for all pressures. However, study of the effect of initial gas pressure on substrate gas uptake showed the potential inhibitory effect of CO on the cell growth and substrate gas uptake at pressures above 1.0 atm. Increase of the initial gas pressure from 0.2 to 1.0 atm improved the substrate gas utilization due to the enhanced mass transfer rates. However, increase of the gas pressure to beyond 1.0 atm adversely affected the substrate gas uptake and cell growth. At high pressures, the dissolved CO concentration reached toxic levels, as the cell concentration was insufficient to keep the reaction in mass transfer limited regime. The increase of the reactor pressure (above 1.0 atm) improved the mass transfer rate above the intrinsic biological reaction rate. As a result, buildup of the liquid phase concentration of CO imposed an inhibitory effect on the microbial growth and gas uptake. These results suggest the employment of pressurized operation as long as the cell concentration is high enough to keep the dissolved CO tensions at low levels to prevent any possibility of CO inhibition.
Kinetics of Substrate Gas Uptake Rate and Mass Transfer.
The data obtained at various gas pressures were used to determine the kinetics of CO uptake rate using a modified Monod model proposed by Andrews which accommodates CO inhibition [18] :
where * CO is the dissolved CO tension in the liquid phase (atm), max represents the maximum specific uptake rate (mmol/g cell /h), is the Monod constant (atm), and is the CO inhibition constant (atm).
Determination of the kinetic parameters in (13) is not straightforward due to the difficulties involved in measuring the liquid phase concentration of CO. The procedure to find the dissolved CO tension involves the determination of the mass transfer coefficient ( L ) using a mass balance on the rate of transfer of CO to the liquid medium:
where L is the medium volume (L), G CO represents the moles of CO in the gas phase (mmol), is the fermentation time (h), L corresponds to the mass transfer coefficient (h −1 ), is the Henry's constant (atm⋅L/mmol), and G CO and * CO represent the gas phase and dissolved CO tension in the liquid phase (atm), respectively. Under the mass transfer controlled condition, where the * CO is assumed to be zero, L is obtained from the following equation:
The value of * CO is calculated at the early stage of the fermentation process, where the mass transfer is not the controlling mechanism.
The rate of disappearance of CO in the liquid phase as a result of microbial uptake is obtained by the following equation:
where CO represents the specific uptake rate (mmol/g cell /h) and is the cell density (g/L). By rearranging (13) to form (17) , the kinetic parameters are found by a linear and quadratic regression: Figure 4 shows the specific CO uptake rate for various initial gas pressures. As observed, all data were represented 
The maximum specific CO uptake rate, max , was obtained as 34.364 mmol/g cell /h and the Monod constant, , was 0.021 atm. The CO inhibition constant, , had a value of 0.601 atm indicating that the dissolved CO significantly inhibits CO uptake.
Kinetics of Product
Formation. C. ljungdahlii as an ethanologenic acetogen presents a complex metabolic pathway which includes both acetogenic and solventogenic phases [19] . Although ethanol is the desirable product from the solventogenic fermentation of synthesis gas, acetate is the main product formed through the acetogenic pathway. The formation kinetics of ethanol or acetate as the fermentation products was studied using a modified Gompertz equation which is defined as [20] 
where represents the amount of product (ethanol or acetate) formed (mmol/L), max is the maximum product formed (mmol/L), max is the maximum rate of production (mmol/L/h), is the lag time to exponential product formation (h), and is the fermentation time (h).
The fitted curves for ethanol and acetate are depicted in Figures 5(a) and 5(b) and the kinetic parameters for various pressurized bioreactors are tabulated in Table 4 . The correlation coefficients were almost above 0.90 in all cases suggesting the suitability of the modified Gompertz model to describe the formation of ethanol and acetate by C. ljungdahlii during the batch fermentation of synthesis gas.
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Conclusion
Fermentation parameters of C. ljungdahlii grown on synthesis gas at various initial gas pressures were obtained using several unstructured kinetic models. A dual-substrate growth model which combined Luong (for CO) and Monod (for H 2 ) kinetics was used to describe the growth rate of the bacterium on CO and H 2 . Volterra kinetic model and Andrews which both include possible inhibitions were applied to describe the cell growth and CO uptake rate. The kinetic models confirmed possible CO inhibition on cell growth and gas uptake at high dissolved CO tensions which were experimentally observed in pressurized batch bioreactors. The modified Gompertz equation employed to model the product formation was also suitable to describe the ethanol and acetate formation. 
